OBTAIN AGAR PLATES CONTAINING PURE CULTURE 
OF Stachybotrys chartarum 



I 



FLOOD AGAR PLATES WITH BUFFER SOLUTION AND 
GENTLY AGITATE SURFACE OF COLONY WITH 
STERILE ROD TO CREATE SPORE SUSPENSION 



I 



COMBINE SPORE SUSPENSIONS FROM SEVERAL 
AGAR PLATES INTO A STERILE CENTRIFUGE TUBE 
AND THEN CENTRIFUGE 



I 



REMOVE THE SUPERNATANT FROM CENTRIFUGE 
TUBE WITHOUT DISTURBING THE PELLET 



I 



WASH AND CENTRIFUGE THE SPORE PELLET THREE 
TIMES WITH 10 ml PBT 



I 



RESUSPEND THE SPORE PELLET IN PBT AND STORE 
UNTIL READY TO USE 



I 



TO REMOVE SPORE AND/OR HYPHAL FRAGMENTS 
FROM SPORE SUSPENSION, PERFORM SUCROSE 
CENTRIFUGATION: 
ADD 1 ml OF SPORE SUSPENSION TO 25 ml OF FILTER- 
STERILIZED 0.35 M SUCROSE AND THEN CENTRIFUGE 
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REMOVE SUPERNATANT FROM CENTRIFUGED SPORE 
SUSPENSION WITHOUT DISTURBING THE PELLET 



I 



RESUSPEND THE SPORE PELLET WITH RESIDUAL 
SUCROSE IN PBT AND STORE AT 4° C OVERNIGHT TO 

SETTLE 



I 



REMOVE CLOUDY SUPERNATANTS ABOVE SPORE 
PELLETS AND RESUSPEND THE SPORE PELLET IN 

PBT 



I 



WHEN NECESSARY, PERFORM A SECOND SUCROSE 
CENTRIFUGATION USING 0.70 M SUCROSE 



I 



STORE S. chartamm SPORE SUSPENSIONS AT -70° C 
UNTIL READY FOR USE 
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THAW A CLEAN, FROZEN S. chartarum SPORE 
SUSPENSION AND VORTEX 



I 



DILUTE THE SPORE SUSPENSION IN FILTERED 
ISOTON II SOLUTION 



I 



ENUMERATE THE SPORE SUSPENSION USING AN 
ELECTRONIC PARTICLE COUNTER BY COUNTING 
PARTICLES IN THE SPORE-SIZE RANGE FROM 
SEVERAL 50//I ALIQUOTS OF THE SUSPENSION 



I 



AVERAGE THE PARTICLE COUNT DATA AND 
DETERMINE THE CONCENTRATION OF TOTAL 
SPORES PER ml IN THE SPORE SUSPENSION 



I 
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\ 



SERIALLY DILUTE IN PBT SEVERAL ALIQUOTS OF THE 
ORIGINAL SPORE SUSPENSION OF KNOWN 

CONCENTRATION 
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STORE AT -70*" C FOR DNA EXTRACTION 
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FIG. 3 
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\ OBTAIN SAMPLE OF FUNGUS SUSPECTED OF BEING 

S. chartarum 

'^^^\ I SAMPLE FUNGAL SAMPLE^WITH A STERILE COTTON 

SWAB 
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420 



\ SUSPEND SWAB IN BUFFER SOLUTION 

1 ~ 

\ VORTEX BUFFER SOLUTION 
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\ ASEPTICALLY REMOVE SWAB FROM BUFFER 

SOLUTION 

, I 

430 



ALIQUOT 500/£ AND PLACE IN A MICROCENTRIFUGE 

\ TUBE 
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FIGS. 5 OR 6 



FIG. 4 



505 



\ 



510 
\ 



515 
\ 



520 
\ 



525 
\ 



TREAT 500/£ OF SPORE SUSPENSION WITH SODUIM 
DODECYLSULFATE AND PROTEINASE K 



I 



INCUBATE SPORE SUSPENSION AT 50° C FOR 10 

MINUTES 



I 



BOIL SPORE SUSPENSION FOR 15 MINUTES 



I 



CHILL DNA SAMPLE ON ICE FOR 2 MINUTES 



I 



ADD BOVINE SERUM ALBUMIN TO DNA SAMPLE 



530 



I 



. INCUBATE DNA SAMPLE FOR 5 MINUTES AT 37° CIN A 
\ ROTARY SHAKER AT A SPEED OF 225 rpm 



I 



MAINTAIN DNA SAMPLE AT 4° C FOR IMMEDIATE 
\ PURIFICATION OR AT -70° C FOR LONG TERM 

STORAGE 
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625 



COMBINE 35-200/// OF SPORE SUSPENSION WITH 
ENOUGH STERILE GLASS BEADS TO OCCUPY 50% OF 
THE VOLUME OF A 2.0 mL BEAD BEATER TUBE 



\ 



I 



AGITATE BEAD BEATER TUBE FOR 3 MINUTES AT 
5000 rpm TO EXTRACT DMA 



I 



SEPARATE GLASS BEADS FROM SUPERNATANT BY 

GRAVITY 



I 



TRANSFER SUPERNATANT TO STERILE 
MICROCENTRIFUGE TUBE 



I 



MAINTAIN AT 4" C FOR IMMEDIATE PURIFICATION OR 
AT -70" C FOR LONG TERM STORAGE 
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FIG. 6 



FIGS. 5 OR 6 



705 



\ CONCENTRATE AND PURIFY DNA FROM SPORE 

SUSPENSION 



I 



710 AMPLIFY A MINIMUM OF FOUR SERIALLY DILUTED 
\ CONCENTRATIONS OF STANDARDS IN DUPLICATE 
WITH REPLICATE UNKNOWN SAMPLES USING 
POLYMERASE CHAIN REACTION 



I 



J. 5 DESIGNATE THE CONCENTRATION OF THE SERIALLY 
\ DILUTED STANDARDS AND CONSTRUCT CURVE OF Ct 

VALUE VERSUS CONCENTRATION 



720 
\ 



I 



READ CONCENTRATION VALUES OF UNKNOWN 
SAMPLE FROM CURVE BY PLOTTING PCR CYCLE (Ct) 
OF SAMPLE WHERE FLUORESCENCE IS FIRST 
DETECTED 



725 
\ 



I 



ANALYZE THE INTERNAL POSITIVE CONTROL 



FIG. 7 
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